Humic acids derived from Chinese weathered coal were oxidized with hydrogen peroxide (H 2 O 2 ) under various conditions, and their chemical composition and structure were examined. The raw material humic acids (HA) and oxidized humic acids (OHAs) were characterized by elemental analysis and ultraviolet visible (UV-Vis), Fourier transform infrared (FTIR), and solid-state 13 C nuclear magnetic resonance (NMR) spectroscopy. Our results show that aromatic functional groups accounted for more than 70% of the HA and OHAs and there were significant differences in their structures and compositions. Compared to the HA, the average H and N contents of the OHAs decreased by 5.15% and 2.52%, respectively, and the average O content of those of the OHAs increased by 5.30%. The hydrophobicity index (HI) of HA is higher than those of the OHAs. Importantly, in the hypothesis test between the properties and preparation conditions of humic acid using SPSS, the partial η 2 of the temperature, hydrogen peroxide concentration, liquid-solid ratio, and time were 0.809, 0.771, 0.748 and 0.729, respectively; thus, among the preparation conditions, temperature is the most important factor affecting the humic acids properties.
Introduction
Weathered coal is formed when near-surface or shallow-surface coal is exposed to physical and chemical weathering for a long period [1] . Due to the influence of long-term weathering, weathered coal has a high oxygen content and low calorific value. However, it is rich in humic substances and has a variety of functional groups, such as carboxyl, hydroxyl, phenolic hydroxy thiol groups, etc., resulting in a high capability to enhance bioactivity. For instance, weathered coal can be used as a good natural adsorbent because of its adsorption, complexation and exchange properties [2] [3] [4] [5] . Furthermore, humic acids are economically important because of the abundant global reserves of weathered coal, i.e., approximately 100 billion tons in China alone [6] . The content of humic acids of weathered coal is greater than that of lignite and peat [7] . However, research and applications of humic acids have mainly focused on the humic acids from peat and lignite [8] [9] [10] [11] [12] , only relatively few reports were on the humic acids derived from weathered coal. Humic acids from weathered coal may have good prospects and advantages, that are worthy of investigation [7] .
Existing research has been directed at characterizing humic acids through their degradation into individual monomers using hydrolysis, reduction, oxidation etc [13] [14] [15] . Among all degradation methods, oxidation can primarily release phenolic compounds and degrade aromatic rings containing oxygen to increase the contents of products such as benzenecarboxylic acids, phenolic acids and aliphatic dicarboxylic acids [16] . Some research has also found that oxidation can increase the oxygen-containing functional groups such as hydroxyl, ketone, and carboxyl groups of humic acid [16] [17] . Currently, there are various oxidation methods and aqueous hydrogen peroxide is a suitable oxidant for coal oxidation from an industrial technology viewpoint because it is commonly available and environmentally friendly [13, 18] . Importantly, oxidation by hydrogen peroxide can increase the content of carboxyl groups, whose protons participate in ion exchange, and have potential for separation and extraction of metal cations [19] . Zherebtsov et al found that during oxidation by hydrogen peroxide, the decrease in aromatic content lowers the content of free radicals, and the number of oxygen-bearing groups increased [20] . Doskocil et al found that the hydrogen peroxide degradation of humic acids resulted in oxidation of aromatic structures and cleavage of aromatic units. A high content of short chain carboxylic acids was detected in which malonic acid and succinic acid were predominate [21] . However, these studies mainly focused on the detection of hydrophilic fractions by producing many kinds of molecules. Few studies have tried to research the composition and functional groups of the "core" of humic acids and then prepare the materials for further study.
The reactivity of humic acids is determined by their chemical composition, structure, molecular weight and other properties [22] [23] . Humic acids are used in various industries: in chemical industry, the presence of carboxyl groups can promote ion exchange and complex formation as well as facilitate the separation and extraction of metal cations from different media [1, [24] [25] ; in the medical industry, the phenolic and anthraquinone structures in humic acids molecules may be involved in the electron transport system of biological redox [26] [27] ; in agriculture, some research has suggested that functional carboxylic and hydroxylic groups and hydrophobicity could play a major role in determining the activity of humic substances [28] [29] .
The objectives of this work are twofold: (1) to obtain oxidized humic acids with different structures and compositions to create knowledge base for the investigation of suitable applications for these oxidized humic acids and (2) to promote the development of efficient utilization technologies for the weathered coal in producing value-added fertilizers and other chemicals.
Materials and methods

Materials
The weathered coal employed for research were extracted from weathered coal of Qipanjing (E 107˚12 0 , N 39˚21 0 ; Ordos City, Inner Mongolia Autonomous Region, Northeast China). The samples were collected from coal powder pulverized to 80-mesh and placed into a plastic bag for use. The humic acids used in the present investigation are representative, and they were extracted and purified from the weathered coal following the IHSS (International Humic Substance Society) methodology (alkali extraction method) with some modifications with the help of a company [30] . The sampled region has a temperate continental climate. The extracted humic acids accounted for 50.40% of the weathered coal weight. The ash content was 19.21%. The humic acids were stored in a sealed plastic bottle to prevent absorption of moisture from the air. The weathered coal in our research had high degree of weathering and oxidation [31] , making it similar to the weathered coal in Huolinhe [32] .
Experimental method
An orthogonal experimental design was applied to the humic acids oxidation experiment with four oxidation parameters at three different levels: the H 2 O 2 concentrations of (5%, 10%, and 15%), liquid-solid ratio (0.5:1; 1.0:1; and 1.5:1), exposure time (1 h, 3 h, and 5 h) and temperature (40˚C, 60˚C, and 80˚C). Samples subjected to the different oxidation parameters and levels are identified by the treatment code name shown in Table 1 . Taking the preparation of OHA1 as an example, the details are as follows: 1 g of dried humic acids was dissolved in 10 mL water and mixed in an electric mixer to form a solution in a reactor. After heating the solution to 60˚C, 0.5 mL H 2 O 2 at concentration of 5% was instilled into the reactor under stirring conditions for 1 h to oxidize the humic acids. After the reaction completed, the reactor was immersed in an ice water at 0˚C to quench the reaction. The process is shown in Fig 1 and oxidation conditions are tabulated in Table 1 together with the codes of the resultant OHAs. The prepared OHAs were freeze-dried and stored in a sealed plastic bottle.
Humic acids characterization
The prepared OHAs and original humic acids were characterized by using an elemental analyzer and UV-Vis, FTIR and NMR spectroscopy to investigate the effect of different oxidation conditions on the structures and functional groups. . The absorbance at 465 nm was divided by the value measured at 665 nm to determine the E4/E6 ratio coefficient, and the ratio of the absorbance of HA and OHAs at 280 and 360 nm was calculated as E2/E3 [33] .
Fourier transform infrared spectroscopy. FTIR spectra were collected for random powder specimens dispersed in dried KBr pellets using a Bruker VERTEX 70 FTIR spectrometer. The pellets (2.0 mg of sample dispersed in 200 mg of KBr) were ground with an agate mortar before being pressed. FTIR spectra were recorded in the range of 4000-400 cm -1 with a 4 cm -1 resolution, and 64 scans were performed on each sample. To quantify the relative absorption intensity of each region of the carbon band, the spectra were baseline corrected and integrated with OMNIC 8.2 software. The major FTIR absorption bands and assignments are shown in Table 2 . Solid-state 13 C-nuclear magnetic resonance spectroscopy. Solid-state 13 C-CP/MAS-NMR spectroscopy was performed using a Bruker AVANCE III NMR 400 spectrometer (Bruker, Switzerland) [34] [35] [36] . A 4 mm magic angle spinning (MAS) probe was selected to determine the functional group assignments of the humic acids. Freeze-dried humic acids (approximately 100 mg) was packed into a zirconia rotor, and spectra was obtained by 
Statistical analyses
One-way analysis of variance (ANOVA) was used with Duncan's test to evaluate significant differences (P < 0.05) in the elemental composition and the E2/E3 and E4/E6 ratios of the humic acids in SAS for Windows (Version 9.1). Principal component analysis (PCA) using the 13 C-CP/MAS-NMR spectral data of the humic acids was performed using the software Canoco (version 4.5). A multivariate analysis of variance (MANOVA) was performed using SPSS (Version 20) to determine the relationship between the properties of humic acids and the preparation conditions. Table 3 shows the elemental composition and atomic ratios of the HA and OHAs. The C, H, N and O contents of HA is 47.00%, 4.89%, 1.04% and 33.56%, respectively, and those of the OHAs varied, the C content was 44.96-50.61%, the H content was 4.20-4.97%, the N content was 0.90-1.10%, and the O content was 33.56-36.52%. Compared to those of HA, the average C, H and N contents of the OHAs decreased by 0.34%, 5.15% and 2.52%, respectively, and the average O content of the OHAs increased by 5.30%. The C content of OHA3 and OHA4, which were oxidized at 80˚C, was higher than that of HA, and the contents of the other OHAs were lower than that of HA. The higher O content is obviously due to the oxidation process. OHA3 which was prepared at a hydrogen peroxide concentration of 5%, a liquid-to-solid ratio of 1.5:1, a reaction time of 5 h and a reaction temperature of 80˚C, had the highest C content among all the samples, and OHA6 which was prepared at a hydrogen peroxide concentration of 10%, a liquid-to-solid ratio of 1.5:1, a reaction time of 1 h and a reaction temperature of 2) The mean of three analyses.
Results
Changes in the elemental composition of the humic acids
3) Different lowercase letters in a column mean significant difference at the 5% level. 
UV-Vis spectra of the humic acids
The E2/E3 and E4/E6 ratios are tabulated in Table 4 , and it is clear that both the ratios are higher for the OHAs than HA. The E2/E3 and E4/E6 values of HA were 1.57 and 3.10, respectively. The E4/E6 ratios of the OHAs were between 3.52 and 3.69, and the E2/E3 ratios of the OHAs were in the range of 1.88-1.97. Compared with HA, the average E2/E3 and E4/E6 ratios of the OHAs increased by 23.57% and 17.74%, respectively. The E2/E3 ratio of OHA1 and OHA8 was lower than that of the other OHAs. The E4/E6 ratios of OHA1, OHA3 and OHA8 was lower than that of the other OHAs.
Structural differences among the humic acids revealed by FTIR spectroscopy
The FTIR spectra of the different humic acids are shown in : peak due to C-H surface deformation and vibration.
When comparing the relative absorption intensities (Table 5) , the relative absorption peak of OHA3 at 3427 cm -1 is stronger than that of the other OHAs, and this peak is due to C = C 2) The mean of three analyses.
3) Different lowercase letters in a column mean significant difference at the 5% level. stretching in aromatic rings and O-H stretching in alcohol and phenol groups. OHA6 had the weakest absorption peak at 3427 cm -1 , and OHA3, OHA4 and OHA8, which were prepared at 80˚C, had higher relative absorption intensities at 3427 cm -1 than the other OHAs, prepared at 40˚C and 60˚C, with the exception of OHA1. OHA2 which was prepared at 60˚C had the strongest absorption peaks at 1580 cm -1 , and OHA3 had the weakest absorption peaks at 1580 cm -1 . Absorption in this area is attributed to COO-symmetric stretching, N-H deformation and C�N stretching (amide II band). OHA6 had the strongest absorption peaks at 1382 cm -1 , and OHA5 had the weakest. The absorption in this area is due to OH deformation and C-O stretching of phenolic OH, C-H deformation of CH 2 and CH 3 groups, and COO-antisymmetric stretching. HA had the weakest absorption peak at 1108 cm -1 , which is due to the C-O stretching of polysaccharides or polysaccharide-like substances and Si-O from silicate impurities. The absorption peaks at 1108 cm -1 for OHA5, OHA7 and OHA8 were the same as those prepared at 40˚C, 60˚C and 80˚C, respectively. The absorption peak of OHA6 at 619 cm -1 was the strongest, followed by that of HA, and the peak at 619 cm -1 is due to C-H surface deformation and vibration.
Structural differences among the humic acids revealed by 13 
C-CP/MAS-NMR spectroscopy
Solid 13 C-CP/MAS-NMR spectra were obtained for HAs subjected to different treatments and are shown in Fig 3. The relative distribution of the signal areas for the different treatments is summarized in Table 6 . The results showed that all the HA and OHAs contain alkyl, methoxyl, N-alkyl, O-alkyl, di-O-alkyl, aromatic, O-aromatic, carboxyl and carbonyl carbons. As shown in Fig 4, the highest abundance in all the spectra occurred in the chemical shift range of 110-142 ppm, which suggested that carbon was mainly present in the form of aromatic compounds. The aromatic functional groups accounted for more than 70% of the carbon composition when the O-aromatic carbon was also taken into consideration. Additionally, the second most abundant functional group, which was in the chemical shift range of 156-186 ppm, was carboxyl carbon, which accounted for approximately 15%. The other functional groups accounted for less than 15% of the total carbon composition.
The relative intensities of the different carbon chemical shifts differed in the ten samples. The spectral data were divided into eight regions, as shown in Table 6 , to quantify the carbon functional groups by the method of García et al [37] . Oxidation with H 2 O 2 can change the content of different carbon types depending on the oxidizing conditions. The C Alk-O, N and C Ar-H, R contents of HA were higher than those of the OHAs. However, the C Alk-di-O , C Ar-O, N and C COO-H, R contents of HA were lower than those of the OHAs. The C Alk-H, R , C Alk-O and C Alk-di-O contents of OHA5 were higher than those of HA and other OHAs. The C COO-H, R content of OHA2, OHA6 and OHA7, which were prepared at 60˚C, was higher than that of the others. Additionally, these results showed that the oxidation process has no significant effect on the aromaticity and aliphaticity of HA. However, the hydrophobicity index (HI) of HA is higher than that of the OHAs. Fig 4 shows the PCA results with 90.91% of the total variance explained based on the relative number of carbon types for each kind of humic acids. The OHAs were clustered and different from HA. OHA2 and OHA6 were clustered in PC1 (59.30%) because of the predominance of substituted aromatic and carboxyl carbon groups. OHA1, OHA5, OHA8 and OHA9 were clustered with negative values because of the predominance of aliphaticity and di-O-alkyl carbon. OHA3 and OHA4 were clustered in PC2 (31.61%) because of the predominance of aliphatic and unsubstituted aromatic carbon groups. OHA7 was dominated by carbonyl and aromaticity carbon.
Relationship between the elemental content and atomic ratios, E2/E3 and E4/E6 of the humic acids and the oxidation conditions A MANOVA was conducted to determine the relationship between the properties of humic acids and the preparation conditions. The results from SPSS are shown in Table 7 , which is slightly modified for easier reading. The statistical test Wilks' Lambda statistics are shown. The values can be converted to an F statistic, which can then be used to calculate a p value, and these values are displayed in Table 7 . The MANOVA test statistics for the data are statistically significant (p< 0.05). This result shows that the null hypothesis has been rejected, and the hydrogen peroxide concentration, liquid-to-solid ratio, time and temperature have a statistically significant relationship with the properties of humic acids. In this hypothesis test, the value for temperature is the largest which followed by hydrogen peroxide concentration, liquid-to-solid ratio and time, indicating that temperature has the largest contribution to the model. Temperature has the largest partial η 2 and the largest contribution to the difference, followed by the hydrogen peroxide concentration, liquid-solid ratio, and time. Thus, among the preparation conditions, temperature is the most important factor affecting the properties of humic acids.
Discussion
Effects of oxidizing conditions on the structural characteristics of humic acids
The structural pattern of the humic acids derived from weathered coal according to the 13 C-CP/MAS-NMR assay was comparable with that of humic acids from weathered coals [32, 38] , lignite [20] [21] [39] [40] , and even composted wastes [41] [42] . This result demonstrated the samples in the present investigation well represent a general humic acids structural pattern. On average, the oxidation with H 2 O 2 decreased the C content, increased the O and O/C contents. Among all the treatments samples, OHA3 and OHA4 showed relatively higher C contents than the others. More importantly, HA had a higher C content than fulvic acid extracted from soil, suggesting that the C content might be an indicator of molecular weight. OHA3 and OHA6 showed the highest and lowest C/H contents, respectively and high C/H ratios are thought to indicate high stability of humus and large degree of condensed structures [43] . In addition, OHA6 and OHA3 had the highest and lowest O/C ratios, respectively, indicating that OHA6 had higher contents of carbohydrates and carboxylic acids [43] . Oxidation with H 2 O 2 can increase the oxygen-bearing group content of humic acids, possibly resulting from the oxidative reactions with hydrogen peroxide. It has been demonstrated by others that the oxidation might decrease the molecular weight of humic acids. In addition, the E4/E6 ratio of HAs in this work was different from that reported in previous studies. In the current situation, the E4/E6 ratios of HA and OHAs were in the range of 3.1-3.69, while those in other investigations were in the range of 4.00-7.00 [45] [46] , and this difference suggest that the materials in this research contained more condensed ring structures and had a higher molecular weight. The biological activity of humic acids is determined by various functional groups, which also reflect the origin materials and mechanism of formation. In addition, chemical modification can also change the functional composition and structure of humic acids. In this research, oxidation with H 2 O 2 can change the content of different carbon types depending on the oxidizing conditions. Some kinds of OHAs have more aromatic carbon and carboxyl/carbonyl carbon groups than HA [47], while, the others have fewer groups. A previous study showed that chemical modification by H 2 O 2 can increase the contents of carbonyl and carboxyl carbon groups, and groups containing oxygen atoms. Correspondingly, the contents of C Alk-H, R , C Alk-O , and C Alk-O, N are reduced. The difference between the results from our work and previous research may be due to the reaction conditions. In this research, we attempted to obtain humic acids with various functional groups to further investigate their application in nature and technological processes to enable more effective use of these materials.
Potential utilization of humic acids with different functional groups in agriculture
Humic acids contain various functional groups, a variety of trace elements and other beneficial components [3] [4] . Due to the presence of various active functional groups, humic acids have the acidic, hydrophilic, interfacial activity, cation exchange, complexation, adsorption and dispersion function [48] . The OHAs oxidized at 60˚C showed a higher content of carboxyl/carbonyl carbon groups than the original humic acids. Previous studies have shown that HAs with higher carboxyl group contents can perform better in chemical industry applications, such as ion exchange and wastewater purification. Our research found that OHAs had lower contents of aromatic carbon and higher contents of O-aromatic carbon and carboxyl carbon than HA. In addition, previous studies have showed that O-aromatic carbon structures and carboxyl groups can stimulate plant growth, indicating the great potential of OHAs for use in agriculture [22] [23] 49] . The hydrophobicity index of HA was higher than that of the OHAs. Canellas et al [50] showed that lateral root emergence is mostly related to the hydrophobicity index and hydrophilic carbon, and the content of hydrophobic carbon in humic acids is negatively correlated with the induction of lateral root hair.
To investigate the effects of different kinds of OHAs in agriculture, an experiment was conducted to explore the effect of HA and OHAs on maize roots. The dry weight and root activity of maize root were measured. OHA6 which had the highest contents of O, O/C, highest E4/E6 ratio, relatively high carboxyl carbon content and lowest aromatic carbon content, showed the optimal effect for promoting maize. OHA3, which had the highest contents of C and C/H, had the lowest effect on maize root growth (Fig 5) . Further work is underway to investigate the regulatory mechanism of humic acids on maize roots.
Conclusions
H 2 O 2 oxidation altered the structure and composition of humic acids derived from Chinese weathered coal. On average, H 2 O 2 oxidation decreases the H and N contents and increases the O content. H 2 O 2 oxidation can decrease the hydrophobicity index of humic acids. Among the various studied preparation conditions, temperature is the most important factor affecting the properties of humic acids. The prepared OHAs with different characteristics have potential to serve as functional materials for further study in agriculture and other industries. An investigation into the application of HAs and OHAs to promote maize roots growth is currently underway.
